For several hundred years freshwater crayfish (Crustacea-Decapoda-Astacidea) have played an important ecological, cultural and culinary role in Scandinavia. However, many native populations of noble crayfish Astacus astacus have faced major declines during the last century, largely resulting from human assisted expansion of non-indigenous signal crayfish Pacifastacus leniusculus that carry and transmit the crayfish plague pathogen. In Denmark, also the non-indigenous narrow-clawed crayfish Astacus leptodactylus has expanded due to anthropogenic activities. Knowledge about crayfish distribution and early detection of non-indigenous and invasive species are crucial elements in successful conservation of indigenous crayfish. The use of environmental DNA (eDNA) extracted from water samples is a promising new tool for early and non-invasive detection of species in aquatic environments. In the present study, we have developed and tested quantitative PCR (qPCR) assays for species-specific detection and quantification of the three above mentioned crayfish species on the basis of mitochondrial cytochrome oxidase 1 (mtDNA-CO1), including separate assays for two clades of A. leptodactylus. The limit of detection (LOD) was experimentally established as 5 copies/PCR with two different approaches, and the limit of quantification (LOQ) were determined to 5 and 10 copies/PCR, respectively, depending on chosen approach. The assays detected crayfish in natural freshwater ecosystems with known populations of all three species, and show promising potentials for future monitoring of A. astacus, P. leniusculus and A. leptodactylus. However, the assays need further validation with data 1) comparing traditional and eDNA based estimates of abundance, and 2) representing a broader geographical range for the involved crayfish species.
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Introduction

Materials and methods
Crayfish reference material
We used the identification keys by Füreder and Machino [27] and Souty-Grosset et al. [4] to identify crayfish specimens collected, by trapping during summer and fall 2014, on Zealand, Denmark (Table A in S1 File). These were subsequently preserved as museum material (Table A S1 File) museum abbreviation codes follow Fricke and Eschmeyer [28] . To minimize erroneous identification of crayfish, validated identification keys that abstain from using colour patterns should preferably be used [27] coupled with analysis of genetic markers. A cube of approximately 0.5 cm 2 of tail muscles were collected from each specimen for sequence analysis, allowing us to key nucleotide sequence variation with morphological variation and match with the already known phylogenetic structures of European crayfish [29, 30] . For A. leptodactylus we followed the taxonomy by Akhan et al. [29] . The identity of the collected vouchered specimens was confirmed by sequencing the mtDNA-CO1 barcode region. This was particular important for A. leptodactylus, which is a species complex of three subclades [29, 31] . Genomic DNA was extracted using the commercial Qiagen Blood & Tissue kit following the DNeasy quick-start protocol, followed by PCR using the broad range invertebrate primers HCO2198 and LCO1490 [32] . (PCR-setup details are listed in Text C in S1 File). Separated laboratory rooms were used for pre-and post-PCR procedures. Negative controls for each PCR setup included two DNA extraction blank controls and two PCR blank controls. Purification and sequencing of amplicons was performed commercially by Macrogen Europe (Amsterdam, The Netherlands, www.macrogen.com).
Sequences obtained from crayfish specimens were trimmed and visually inspected in Geneious v. R7.1.7, and consensus sequences (Accession numbers MF288079-MF288089; Table A in S1 File) from each individual specimen were aligned using the MAFFT algorithm [33] together with NCBI Genbank retrieved sequences of the same species. A neighbour joining analysis [34] was performed with 1000 bootstrap pseudoreplicates with P. leniusculus as outgroup (Figure A in S1 File). All samples were collected under permission by the Danish Environmental Agency (Permit: 2013-7330-000009) or in agreement with private owners (Lake Nydam).
Study sites, eDNA sampling-and extraction procedures
Denmark. In Denmark, samples were taken from April to October 2015 in nine Danish waterbodies (Fig 1, Table 1 and Table A in S1 File). One filter sample was collected from the shore of each waterbody approximately 40 cm above the bottom substrate, with Lake Furesø as the exception. In Lake Furesø, water was collected and filtered during snorkelling on a stone reef. The sample volume varied from 0.5 L to 1.5 L (Table 1 ) between waterbodies, depending on water turbidity. Samples were filtered on-site using HSW Soft-Ject R 60 mL syringes and Sterivex TM -GP filter unit with a pore size of 0.22 μm, after filtration remaining water was removed. Filters were immediately stored in dark conditions and kept on ice during transport to the laboratory, where they were stored at -18˚C. Extraction was done within 24 hours from sampling to minimize DNA degradation. Field and laboratory work was not carried out the same day to minimize the risk of contaminating samples. All extractions were performed in a separate room isolated from all PCR setups, and at least a day before any PCR setups were carried out. In line with recommendations provided by Deiner et al. [35] flow hood and cabinets were UV-light treated overnight prior to extractions. Surfaces and instruments were cleaned with a 5% bleach and 70% ethanol before and after laboratory work. Prior to extraction, the outside of the filter units were wiped with 5% bleach solution. Extraction was done using Qiagen DNeasy Blood & Tissue kit, following the supplied protocol with minor modifications [36] . Two DNA-extraction blank controls were included in each extraction setup.
Norway. Samples from Norway (Fig 1 and Table 2 ) were taken in the Halden watercourse. These were filtered on-site onto sterile glass fibre filters (AP25, 47 mm diameter; Millipore, Tables 1 and 2 . Detection of A. astacus, A. leptodactylus clade III and P. leniusculus are marked with a blue, green and red circle, respectively. Detection of A. leptodactylus clade I have not been included in this figure. None detection of a species is marked with a line. Positive detections with 1 circle is given if the following criteria is fulfilled Ct-value < 41, technical replicate success > 2/4. Detection is quantified if the before mentioned criteria is fulfilled and eDNA concentration is > LOQ. The eDNA concentration levels are grouped into 5 groups with a 10 fold increase, and the LOD and LOQ values found in Figure C Billerica, Massachusetts, USA) using a peristaltic pump, tygon tubing (Cole-Parmer, Illinois, USA) and a 47mm in line filter holder (Millipore). Samples were collected at two sites in the water course in July and September 2015: the Høland river (NOR-Høl) which is known to contain A. astacus, as is the upstream lakes; and the outlet of lake Rødnessjøen (NOR-Rød) where illegally introduced P. leniusculus were discovered with A. astacus in 2014 during the yearly monitoring of A. astacus. All handling of equipment was performed with clean disposable glows, and sterile filters were quickly added to the rinsed filter holder using an ethanol sterilized forceps. Within each site, water was pumped through the hose and filter holder for approximately 5 minutes prior to filtration at that specific site. Between different sites, the hose and filter holder was sterilized with 10% chlorine for a minimum of 15 minutes, then rinsed with a 10% sodium thiosulphate solution, prior to 5 minutes pumping of site-specific water before the filter was added. Ideally, 5 L water was filtered per filter sample (Table 2 ), but total filtered volume was sometimes lower due to high turbidity. Each filter was transferred with a clean forceps to a sterile falcon tube immediately after filtration, kept on ice during transport back to the laboratory, frozen for a minimum of 24 hours and freeze dried before eDNA extraction. DNA extraction followed Strand et al. [37] using a large volume CTAB extraction procedure for improved eDNA yield. Comparable laboratory precautionary measures as described for the Danish approach were followed. Blank controls included 1 extraction blank control per DNA extraction setup along with 1 laboratory environment control (tube with ddH2O left open during material processing and subsequent extraction). Both controls were included in subsequent qPCR tests.
Finland
The Finnish samples (Table 2 ) included for comparison represents eDNA extracts originating from Strand et al. [37] . The samples correspond to triplicates of an average of 12 L and 6.5 L (Table 2) water from Lake Saimaa (Fin-Sai) and a P. leniusculus farm in Orivesi (Fin-Ori), respectively. The filtration and DNA extraction procedures are described in Strand et al. [37] , and follow largely the above description but with less careful decontamination procedures. Lake Saimaa had a known population of P. leniusculus with an estimated CPUE of 2.4 by the time of sampling [37] . Samples from the P. leniusculus farm in Orivesi were taken from an outdoor pond (area 1000 m 
Design of species-specific qPCR primers and probes
Crayfish mtDNA-CO1 sequences from this study along with two mtDNA-CO1 sequences obtained from NCBI Genbank (Table B in S1 File) for each of the 15 species of freshwater crayfish currently recognized in Europe [4, 3] were aligned using MAFFT, as described earlier.
Species-specific primer and probe sequence motifs were identified in the mtDNA-region Tré-guier et al. [22] used for species specific eDNA detection of Procambarus clarkii (Table 3) . Visual comparison with mtDNA-CO1 sequences from other crayfish species were used for selecting primer and probe sequence motifs with the least theoretical risk of cross-species amplification with non-target species (Table C and Figure B in S1 File).
Validation of the qPCR assay specificity
In the following, the four assays developed for A. astacus, A. leptodactylus clade I and III and P. leniusculus are referred to as "Astast", "AstlepI", "AstlepIII" and "Paclen", respectively (Table 3) . In addition to the theoretical specificity tests (in silico) described above, actual species specificity was tested (Text D in S1 File) for each assay by real time quantitative PCR (qPCR) screening of genomic DNA tissue extracts (Text B in S1 File) from the target species and sympatric nontarget species. Negative controls (NTC) included two replicates of DNA extractions blank controls and two qPCR controls of ddH 2 O. The qPCR tests were performed on a Stratagene Mx3005P (Text D in S1 File). Primer and probe concentrations were optimized according to Text A in S1 File.
qPCR approaches for crayfish eDNA detection and quantification
The optimized qPCR protocol used for crayfish eDNA detection and quantification for all assays is as follows: One qPCR reaction of 25 μL contained 10 μL TaqMan1 Environmental Master Mix 2.0 (Life Technologies), 7 μL ddH 2 O, 1 μL of each primer and probe (1.2 μM and 0.1 μM, respectively) and 5 μL of extracted DNA template. Thermal settings includes 1) 5 min initial denaturation at 50˚C, then 10 min at 95˚C, 2) 50 cycles at 95˚C for 30 s, annealing at 60˚C for 1 min, 3) final extension for 10 min at 72˚C. We prepared standard dilution series of target DNA with known copy numbers, and established limit of detection (LOD) and quantification (LOQ) for the crayfish eDNA analyses. This was done using two different, but comparable, approaches in the two involved laboratories in Denmark (University of Copenhagen) and Norway (Norwegian Veterinary Institute) (Table E in S1 File). Below, these two approaches are described separately.
The Danish approach. The Danish approach followed the recommendations from Ellison et al. [38] for defining LOD and LOQ in eDNA studies. We used genomic DNA extracts already available from tissue samples of A. astacus, P. leniusculus and representatives of A. leptodactylus clade I and III (described above). For each of the four assays (Astast, Paclen, AstlepI and AstlepIII), the target-region was amplified with a conventional PCR set up using the same species-specific primers as for qPCR assays (Text E in S1 File). The resulting amplicons were checked on a 2% agarose gel before purification using the Qiagen QIAquick PCR purification kit following the supplied protocol. Concentrations of double stranded DNA (dsDNA) were measured on a Qubit 2.0 Fluorometer (Life Technologies) and the number of target copies was calculated from the specific molecular weight of each 65 bp sequence, using the Oligo-Calc engine [39] . From calculated concentrations of dsDNA, a stock concentration of 10 8 copies/μL was prepared and stored at -20˚C for subsequent qPCR tests-one stock for each species and clade. Less than 24 hours prior to each qPCR test on extractions from filtered water samples (see below), a dilution series of known concentrations ranging from 10 8 copies/μL decreasing tenfold theoretically down to 0.1 copies/μL was prepared for each assay. In the following qPCR analysis performed on extractions from water samples, we included three replicates of each tenfold standard dilution. Using the recommendations put forward by Ellison et al. [38] LOD and LOQ was defined for each assay and LOD as the lowest concentration of the standard dilutions returning at least one positive replicate out of the three replicates prepared, and LOQ as the lowest concentration at which all three positive replicates were able to amplify on the purified target dsDNA [40, 41] . The standards and definitions were used in the further detection and quantification of crayfish eDNA in all Danish water samples. A standard curve was then prepared inferred from cycle threshold (Ct) and concentration (copies/qPCR reaction) for each assay, and plotted using R v3.2.4 [42] , R-script available in S1 Appendix. This allowed us to estimate the number of target copies for three species of crayfish in different lakes. Optimized qPCR assays were tested on eDNA extracted from filters. In each assay, four replicate reactions were performed per sample. Standard dilutions with four replicates per tenfold dilution step ranging from 108-10-1 copies/μL dilutions, two positive DNA extraction controls, four negative PCR controls and two negative extraction controls were included in all qPCR runs. From standard curves based on a dilution series of known concentrations, the concentration of eDNA in filtered water was calculated as:
Where: C L = copies of target-eDNA per volume lake water, C r = copies of target eDNA per reaction volume, V e = total elution volume after extraction, V r = volume of eluted extract in used the qPCR reaction, V w = volume of filtered lake water. Detection was considered reliable if minimum two of four qPCR replicates return positive amplification above LOD. qPCR replicates with no detection of eDNA were treated as zero (0) in the final calculation, if positive replicates originating from the same filtered sample were above LOQ, as recommended [38] . The Norwegian approach. The Norwegian approach followed recommendations for defining LOD and LOQ in qPCR assays used for diagnostic analyses of GMO and microbiological pathogens in food stuff, tissues and environmental samples e.g. [43, 19, 37] . Only the Astast and Paclen assays were tested in this approach. Genomic DNA was extracted from A. astacus and P. leniusculus tissue samples originating from the Norwegian lakes Steinsfjorden and Rødnessjøen, respectively, using QIAamp DNA Mini QIAcube kit (Text B in S1 File). A NanoDrop1 ND-1000 Spectrophotometer (NanoDrop Technologies, Wilmington, DE) was used to measure the DNA concentration in ng/mL. Stock solutions of 50 ng/ μL genomic DNA from each species was and used to prepare a four-fold dilution series of 12 standard dilutions for each target species. In an initial qPCR test, 10 replicates of each standard dilution were run on a Stratagene Mx3005P. PCR-conditions followed the described protocol described, except that we here used the original procedure of 2 μL of extracted DNA and 10 μL ddH 2 O in the qPCR reaction. The qPCR data was analyzed in the MxPro software V.4.10 (Stratagene). For the standard showing signs of >100% detection rate, another 14 replicates were run (in total 24 replicates) to get a larger sample size for estimating DNA copy number in the standard dilutions on the basis of single molecule quantification (SIMQUANT) [43] . A template concentration of approximately 1 DNA copy (or PCR forming unit; PFU-used in Berdal et al [43] and Vrålstad et al [19] ) per PCR volume will yield a positive:negative ratio of 7:3 (70% detection success) [43] . The copy number in the standard dilution closest to 70% detection rate were then calculated with most probable number (MPN) calculations according to Berdal et al [43] . The obtained copy number result was then used to calculate copy numbers in the other, more concentrated standards (Table D in S1 File). The LOD was established for each assay following the criteria that LOD is the lowest concentration that yields a probability of false negatives < 5% [43, 19] , while LOQ was established using the same acceptance level as set for qPCR quantification of the crayfish plague pathogen A. astaci [19] , with observed standard deviation (SD) < ±0.5 for the Ct-values.
Water samples originating from Norway and Finland were tested for A. astacus and P. leniusculus eDNA using the PCR-conditions for the Astast and Paclen assays as described above. The above mentioned standard dilutions were used to generate a standard curve for quantification of target DNA of A. astacus and P. leniusculus in the filtered water samples. These standards had estimated DNA copy numbers of 39321.6, 3932.16, 393.22, and 39.32 for both assays. Each DNA isolate from the filtered water samples was tested with 2x undiluted and 2x 10-fold diluted replicates, in total 4 replicates per sample. Following the principle that qPCR quantification is only possible in the absence of PCR inhibition and above the limit of quantification [44] , the presence or absence of qPCR inhibition was controlled by calculating the difference in Ct values (ΔCt) between the undiluted and corresponding 10-fold diluted DNA replicates. In the absence of inhibition, the theoretical ΔCt value equals 3.32, but some variation is expected due to minor inaccuracies in amplification efficiency, manual pipetting, and other stochastic factors [45] . We accepted a variance level of 15%, allowing for quantification in samples where the ΔCt is 3.32 ± 0.5 (range = 2.82 to 3.82) between the undiluted and 10-fold diluted replicates. If ΔCt was within this range, DNA copy numbers were calculated as the mean of the undiluted replicates and the 10-fold diluted replicates, the latter multiplied by 10. In case of inhibition (if ΔCt <2.82) the estimated eDNA copy number was based on the 10-fold diluted DNA replicates alone, while if ΔCt > 3.82 (i.e. 10-fold dilution out of range), the estimation of eDNA copy number was based solely on the undiluted DNA replicates. From the eDNA copy number quantified in the qPCR reactions, the eDNA copy number per L water was estimated using the formula given above (C L =(C r Ã (V e /V r ))/V w ). If none or only one of the relevant replicates were detected below LOQ, further quantification was not performed and the result for the eDNA sample was reported as detected below LOQ (<LOQ). As a general role of caution, we suggest to introduce a cut-off was set at Ct 41 so that positive signals with a Ct value ! 41 are regarded unreliable and counted as not detected. However, we do report results also above Ct 41 to demonstrate when these issues arose in the current datasets. The standard curve inferred from cycle threshold (Ct) and concentration (copies/ qPCR reaction) for the Astast and Paclen assays were plotted in Sigmaplot 13.0.0.83 (Systat Software) together with results for the eDNA samples from Norway and Finland.
All plots and maps were prepared using R v.3.2.4 [42] and the packages: "fields" [46] , "ggmap" [47] , "mapdata" [48] , "mapproj" [49] , "maps" [50] , "rworldmap" [51] , "scales" [52] , "sp" [53, 54] , "RSvgDevice" [55] , "TeachingDemos" [56] . The R-code used is available in the supplementary material (S1 Appendix).
Results
Real-time PCR assay optimization and specificity tests
A neighbour joining analysis of sequences obtained from the vouchered crayfish specimens and Genbank derived sequences (Table A in S1 File) confirmed that A. leptodactylus sequences from Denmark grouped in two of the three clades (I and III) (Figure A in S1 File) of the A. leptodactylus species complex inferred by Akhan et al. [29] .
The developed species-specific qPCR assays for A. astacus, A. leptodactylus clade I and III, and P. leniusculus target the same part of the mtDNA-CO1 region as Tréguier et al. [22] applied for Procambarus clarkii (Table 3) . All four assays were tested using PCR (without probe) and qPCR, on 24 DNA extracted and vouchered tissue samples. The assays successfully amplified the focal species or subclades, with no cross amplification arising from non-target species. The number of mismatches between the sequences from other species and the species-specific primers and probes ranged between 6 and 15 base pairs (Table C, Figure B in S1 File). Optimization of primer and probe concentrations showed the same results for both Astast and Paclen assays. Both forward and reverse primers had the lowest Ct-value at a final reaction concentration of 1.2 μM. The probe performed best at a final reaction concentration of 0.1 μM. These results were extrapolated to both AstlepI and AstlepIII assays.
Crayfish eDNA detection and quantification
The Danish approach. For the approach following Ellison et al. [38] , we estimated LOD and LOQ for each assay and found it to be same for all three species, 5 copies/PCR reaction equal to 1 copy/μL extract ( Figure C and Figure D in S1 File) .
The species-specific qPCR assays successfully detected the expected crayfish species in water samples from seven out of nine investigated lakes in Denmark (Fig 1D) . A. astacus was detected in two Danish lakes ( Fig 1D and Table 1 ) where the species had been observed with traditional methods (i.e. trapping and visual observation). Trapping, snorkelling and eDNAdetection all failed to detect A. astacus in Lake Furesø (FUR) (Fig 1D and Table 1 ). However, in 2015 a local biologist caught a single specimen of A. astacus (ZMUC-CRU-8678) in an inlet to Lake Furesø. Representatives of A. leptodactylus clade I was detected but not quantified, in one Danish lake. The presence of the species has not yet been confirmed. A. leptodactylus clade III was detected in three lakes (Fig 1D and Table 1 ), and confirmed by traditional methods. Strangely, in Lake Furesø we were not able to detect A. leptodactylus by eDNA, despite it was caught during snorkelling and trapping. This might be due to the occurrence of an algae bloom in Lake Furesø during the time of sampling, which is known to inhibit eDNA detection [57] . The eDNA of P. leniusculus was detected in three lakes, where the species was confirmed with traditional methods in two of them. In Lake Damhussøen the presence of the P. leniusculus was not confirmed despite various efforts with snorkelling and trapping. The inlet of the Stream (Harrestrup å, has not yet been carefully examined for the presence of P. leniusculus.
Concentrations of eDNA above the LOQ were quantified (Fig 1D, Table 1 and Figure C in S1 File), and the highest average estimate obtained was 87500 eDNA copies/L filtered water from one location ( Table 1 ). All PCR and extraction blank controls remained negative.
The Norwegian approach. For the approach following Berdal et al. [43] and Vrålstad et al [19] , LOD was experimentally established as~5 copies/PCR reaction. Here, the observed detection success for 22 replicates of a standard dilution corresponding to~2.4 copies/PCR reaction was 90.9% for both the Astast and Paclen assays, and corresponded to Ct-values of 38.85 ±0.97 and 38.46 ±1.16, respectively (Table D in The Astast and Paclen qPCR assays successfully detected the expected crayfish species also in water samples from Finland and Norway. PCR inhibition was commonly observed in qPCR reactions with undiluted DNA template. Thus, the quantitative DNA copy estimates were only based on qPCR replicates of the diluted (x10) DNA template, when detected above LOQ (10 copies/PCR reaction). Stored DNA extracts from water samples from 2010 collected in lake Saimaa and the P. leniusculus farm in Orivesi were positive for P. leniusculus eDNA, and yielded in some cases quantifiable data ( Fig 1C and Table 2 ). In lake Saimaa with existing CPUE estimates of 2.4 [37] , we detected~7600 (±540) eDNA copies/L of P. leniusculus mtDNA-CO1 in one of the three tested filter samples, while the remaining samples gave positive detection below LOQ. For the P. leniusculus farm with a known populations size of approximately 1.3 individuals/m 3 , we detected from~2000-6000 eDNA copies/L in the filter samples (Table 2 and Figure D d in S1 File). Both these locations were only expected to host P. leniusculus. However, qPCR tests with Astast-assay yielded one positive qPCR replicate above the proposed cut-off value (Ct 40.7) for one filter sample from the P. leniusculus farm ( Figure D d in S1 File) . Further, weak signals after the proposed cut-off value (Ct 41) were observed for several of the filter samples from the P. leniusculus lake Saimaa (Table 2) . We expect this is a result of minor carry-over contamination from the filtering equipment (houses and filter holders) that were used in both locations for P. leniusculus and A. astacus in Finland 2010, although disinfected between locations. Water samples collected in the river Hølandselva were positive for A. astacus and negative for P. leniusculus (Fig 1B, Table 2 and Figure Dc in S1 File) . We have no CPUE data, but the location has been described as good A. astacus locality. Here, most samples are positive but below LOQ. In general, all sample replicates were positive in June, while less replicates yielded positive signals for the September samples at the same location (Table 2 and Figure Dc in S1 File). In Lake Rødnessjøen, a large population of A. astacus had gone extinct during the spring 2015 due to an outbreak of crayfish plague. Here, no trace of A. astacus was detected (even below Ct 41), while the illegally introduced P. leniusculus that had caused the outbreak was detected below LOQ in 2 filter samples from July. No positive signals were obtained for the corresponding samples in September (Fig 1B, Figure D c in S1 File and Table 2 ). A total of 960 trap nights returned 110 P. leniusculus and zero A. astacus, giving a CPUE of 0.12 P. leniusculus per trap night in lake Rødnessjøen (Øystein Toverud, personal communication).
Discussion
Performance of the crayfish eDNA detection systems
According to Parkyn [58] crayfish research needs to develop new and standardized methods to monitor and quantify the abundance of crayfish. The results of this study provide a basis for detecting crayfish by eDNA, and thereby enhance the opportunity for future improvement of crayfish monitoring and management.
We present four species specific qPCR assays that successfully detect eDNA of the focal crayfish species, A. astacus, A. leptodactylus clade I & III and P. leniusculus, in natural aquatic environments in Denmark, Norway and Finland. The assays target the same mtDNA-CO1 region that Tréguier et al. [22] used for eDNA detection of the red swamp crayfish (Procambarus clarkii). A recently published qPCR assay for detection of P. leniusculus eDNA targets another region of mtDNA-CO1 [25] , but is less species-specific than our assay. It relies on confirmative Sanger sequencing after qPCR detection, which will not only increase analytical costs, but is also difficult to implement in cases of low eDNA copy numbers and/or mixed PCR templates.
We were able to detect crayfish in the sampled lakes with crayfish present, indicating that the assays are effective in detecting the presence or substantiate the absence of the species, but of course with uncertainties when the population size is very low. For example, in the Norwegian Lake Rødenessjøen, P. leniusculus had recently had been introduced in low densities (0.16 CPUE) and led to the eradication of a well-established A. astacus population. Here, the Paclen assay detected P. leniusculus eDNA below LOQ in two of six tested filter samples in total representing 42 L of filtered water, while no traces of A. astacus eDNA was found in the system 3-5 months after the eradication event. The high success rate with regards to detection in lakes with known presence of the species (100%) is considerably higher than Tréguier et al. [22] who found crayfish in 59% of 158 ponds, which is likely to be explained by the larger volume of water filtered (3 Ã 0.5-1.5 L versus 6 Ã 15mL), or the fact that more study sites were included in the study of Tréguier et al. [22] . Our results are more in line with Dougherty et al. [23] and Ikeda et al. [24] , who got 100% detection with 10 Ã 0.25 L and 1 Ã 1 L, respectively. Both for the Danish and Norwegian approaches, dilution series made either from purified dsDNA or genomic tissue derived mtDNA performed well for the establishment of standard curves for quantification of eDNA from water samples. Thus, we recommend that future attempts to quantify eDNA should be based on dilution series as described in this study. For the Danish approach following the recommendations from aquatic eDNA studies [40, 59] , the estimated LOD and LOQ for all assays was 1 copy/μL extract which equals to 5 copies/qPCR reaction. In our study the LOD was equivalent to~80 copies/L filtered water which was close to the LOD of approximately 62 copies/L seawater reported by Thomsen et al. [13] for the fish species Platichthys flesus (Linnaeus, 1758) and Gasterosteus aculeatus (Linnaeus, 1758). With the Norwegian approach following recommendations from food-and disease diagnostics (e.g. [60, 19, 61, 43] ), we estimated the same LOD at 5 copies/PCR reaction, while the LOQ was experimentally established at 10 copies/PCR reaction. Since LOD and LOQ in the water samples depend on several variables, in particular filtered water volume, the LOD and LOQ per liter filtered water vary. In cases where 5L water is filtered, the LOD and LOQ was 100 and 200 copies/L water, respectively for the Norwegian approach.
Defining LOD and LOQ
There are to our knowledge no standardized protocols for defining LOD and LOQ in eDNA studies, even though successful quantification of eDNA is the key to increased information about populations targeted by eDNA sampling. Several studies [62, 22, 41] , used pure genomic DNA to estimate LOD and LOQ in ng/μL, thus, quantifying the amount of genomic DNA and not the targeted gene region. Furthermore, some studies e.g. [14] quantified eDNA in copies/μL, but provide no explanation on how these values were estimated. Among the better approaches presented so far for estimating LOD and LOQ in eDNA studies is from a dilution made from purified PCR product, as described both by Wilcox et al. [40] and Thomsen et al. [59] , adopted in this study for the Danish samples. This lack of one standardized protocol to estimate LOD and LOQ, makes it difficult to compare both detection and quantification of eDNA between studies. Many issues remain to be addressed [9] before reliable quantification of biomass/individuals by eDNA using qPCR can be achieved; including Ct-cutoff values and percentage of positive replicates for defining true positives from background, as well as proper treatment of negative qPCR replicates [63] . In contrast to the eDNA studies, there are several strict statistically based standards for calculating LOD and LOQ for analytical qPCR used in food and disease diagnostics [60, 19, 61] , with defined rules for acceptance levels of variance for quantification. In this study, we made an attempt to follow, at least in part, these stricter rules in the Norwegian approach, although we are less stringent when it comes to acceptance of variance in the natural water samples compared to what is accepted for quantification of DNA copy number of e.g. GMO in food samples [61] . We also suggest a cut-off at Ct 41, which is justified both by the increased probability of detecting false positives at higher Ct values [45] as well as a precautionary measure to exclude positive signals from minor carry over contamination. We detected minor traces of A. astacus eDNA at high Ct values (from~41-46) in two P. leniusculus locations in Finland where the presence of A. astacus is excluded. This was most likely a result of carry over contamination when using the same filter holder and houses between P. leniusculus and A. astacus locations, despite that disinfection of the equipment between localities was performed. No detections beyond Ct 41 were observed in the Danish samples. This can indicate that disposable Sterivex filters, as used in for the Danish samples, have advantages with regards to field contamination risk, and/or that more thorough disinfection procedures or use of separate filter holders and houses between A. astacus and P. leniusculus localities minimize this risk.
Challenges of eDNA monitoring
Several factors can obscure the relationship between eDNA and actual presence/absence (and especially abundance) of target organisms [63] . Among these are biases introduced with humic acids or humic substances that are coextracted with DNA in environmental samples, and that strongly inhibit enzymes used in the qPCR reactions and thus leading to underestimation of DNA quantities or false negatives [64] . Inhibition occurs regularly in eDNA studies [65, 16] Tests done for the Norwegian and Finnish waters samples in our study showed inhibition for the qPCR result for undiluted DNA template. Thus, a dilution of the template was necessary both for obtaining reliable positives and quantitative results. Other factors complicating eDNA monitoring are various degree of eDNA dilution and dispersion in different aquatic habitats [17, 66, 67] , temporal and spatial variability in eDNA degradation due to factors such as microbial activity, water chemistry, temperature, UV, etc. [68, 69] , as well as species-, season-and age-specific eDNA shedding rates. Furthermore, relation between the actual eDNA on-site and final eDNA signal recovered after qPCR analyses will be influenced by e.g. the amount of water sampled, the area covered, the amount of eDNA captured on the filter, the proportion of this eDNA subsequently obtained from DNA extraction, primer/probe affinity, and stochasticity in PCR etc.
A specific shortcoming of qPCR in eDNA studies is the fact that target species has to be known in advance for primer/probe systems to be designed. This limits the approach to areas with well-known diversity for which reference DNA sequences are available. Environmental DNA metabarcoding (high-throughput sequencing of PCR amplicons from generic primers), Taberlet et al. [10] has recently proven very successful for analysing species compositions and populations [13, 70, 15, 71, 72] . Nevertheless, generic primers can suffer from template competition and biased amplification as well as incomplete resolution of taxa to species level [73, 72] . In this regard, targeted qPCR has high specificity and sensitivity and is appropriate when the purpose of the study is a few target species of interest.
Environmental DNA for abundance estimates
Several studies have explored whether a relationship between abundance and eDNA could be inferred [13, 14, 25, 57, 72, 74] . The amount of eDNA and the chances of positive eDNA detection depends on several variables [75] , e.g. volume of water filtered, density and activity of the study organism, DNA excretion rate and inhibitors such as humic compounds, as mentioned above [66, 23, 68] . Tréguier et al [22] speculates that the exoskeleton of crayfish might inhibit the excretion of eDNA and thereby detection. Larson and colleagues [25] detected eDNA of O. rusticus and P. leniusculus in large lakes, but found a very poor agreement between eDNA copy number and estimates of crayfish relative abundance by baited trapping. Thus, previous studies [24, 25, 22, 23] and the results presented here, document that the eDNA methods are sensitive enough for detecting crayfish, but that meaningful quantification is difficult. In our study, we observe not only that PCR inhibition prevents meaningful quantification in some samples unless the DNA extracts are diluted, but also that heterogeneously distributed eDNA sources in the water prevent reliable quantitative estimates. Rather large standard deviation values are observed, and some estimates also vary from high (e.g. 7600 ±540) to below LOQ for samples taken within the same areas of the P. leniusculus in lake Saimaa. Clearly, substantial development and validation work remains before it is possible to evaluate if quantitative estimates of crayfish eDNA copy numbers will make sense compared to crayfish population estimates. However, we do observe a clear relationship between high eDNA quantities in the densely populated Finnish P. leniusculus farm (1.3 crayfish/m 3 ) compared to the low detection success in Lake Rødenessjoen with very low densities of P. leniusculus (0.3 CPUE).
Another concern when trying to quantify crayfish is their benthic engineering behaviour, that might release eDNA from sediment to the water column. A recent study by Turner et al. [76] on bigheaded Asian carp Hypophthalmichthys spp, found that the top 2 cm of the sediment contained 8 to 1800 times higher concentrations of carp eDNA than water samples, probably due to settling of eDNA from the water column. Further, Turner et al. [76] detected carp eDNA in sediment up to 132 days after carp removal. It is therefore important that samples are taken close to the bottom, without suspending any substrate. In our study, the Norwegian and Finnish samples were collected 5-10 cm above the sediments, and water were always first pumped through the system in the absence of a filter to get rid of disturbed sediment residues in the water. Here we observe that eDNA from A. astacus is gone from the system only some months after an on-going crayfish plague outbreak that lead to their eradication. This strongly indicate that we did not detect preserved eDNA from sediments with this sample approach, and also confirm previous observations that the decay of eDNA in freshwater beyond the threshold of detectability happens quickly, making positive eDNA detection a likely sign of the contemporary presence of species and populations while signals from past populations are not detected.
Conclusion
Here we successfully designed and tested four species-specific qPCR assays for detection of A. astacus, P. leniusculus and A. leptodactylus, both experimentally and in natural freshwater environments in Denmark, Norway and Finland. Our assays were able to detect eDNA from the known present species in ten lakes and one farm. Furthermore, we observed a trend that densely populated waters contained much higher crayfish eDNA copy numbers than waters with very low population estimates. However, our data material was too limited to statistically compare the quantified amount of eDNA with the crayfish population estimates obtained with traditional methods. Intriguingly, we also discovered that two genetic distinguishable clades of narrow-clawed crayfish are present in Denmark. Our results show promising potential for future monitoring and management of freshwater crayfish by means of eDNA. Figures (A-B) , Tables (A-F The star and circle represent P. leniusculus subspecies klamathensis and trowbridgii, respectively. P. leniusculus was used as outgroup and from 1000 bootstrap pseudo replicates, relevant bootstrap values above 60% are shown. All ZMUC-CRU specimens were collected for the present study, and are listed in Table A in S1 File with Genbank accession numbers. ). The species-specific primers and probes used in this study are mapped to the sequences where they have the best match. Forward primers (F0336) Reverse primers (R0397) are green and probes (P0357) are red. Agreements to consensus are marked with dots and disagreements to consensus are highlighted. The specific number of mismatches between primerprobes and sequences are described in Table C in S1 File. Each standard curve for each of the three species is based on three replicates, the dotted vertical line represents both limit of detection (LOD) and limit of quantification (LOQ). Cut-off at Ct 41 is indicated for each plot. Abbreviated localities are explained in Table 2 
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